[Abstract] Antigen presenting cells (APC) are able to process and present to T cells antigens from different origins. This mechanism is highly regulated, in particular by Patter Recognition Receptor (PRR) signals. Here, I detail a protocol designed to assess in vitro the capacity of APC to present antigens derived from bacteria, apoptotic and infected apoptotic cells. Medzhitov, 2004 and Campisi et al., 2016) .
Materials and Reagents

Sterile pipette tips and serological pipettes (Fisher Scientific
2. Spray the entire mouse fur with 70% ethanol to avoid contaminations.
3. Using a scissor cut the fur at the hip area and pull the skin down off the leg toward the foot.
4. Once the skin removed, cut into pelvis and remove tibia and femur using a scissor.
5. Hold tibia and femur with forceps and clean bones by cutting off all muscle/fat tissue using a scissor.
Note: Steps A2 to A4 can be performed on a clean bench.
6. Place the cleaned bones under a laminar flow hood -to work aseptically-into a 10 cm Petri dish with ice cold sterile PBS.
7. Fill 1 ml syringe with fresh sterile cold PBS and, by holding the bone with the forceps, insert the needle into one hand and flush the bone marrow out the other hand in a second Petri dish containing 2-3 ml sterile cold PBS. 14. Resuspend the pellet in 5 ml of Bone Marrow Dendritic Cells (BMDC) medium (see Recipes) and filter in a new 50 ml conical tube using a clean 70 μm cell strainer to remove dead cells.
Count the cells using a hemocytometer or an automatic cell counter. Typically from 1 adult mouse 10 week old the yield should be 40 x 10 6 cells.
15. Adjust the volume to a density of 10 6 cells/ml using BMDC medium, and plate 1 ml per well in a 24 well tissue culture plate.
16. Incubate for 5 days in a cell incubator (37 °C, 5% CO2), adding 1 ml of BMDC medium at day 3 of culture. This is day 0. BMDC are semi-adherent, round cells that should not show extending dendrites when immature. BMDC purity can be assessed by flow cytometry using anti-mouse After 8 h, add ampicillin at the final concentration of 50 μg/ml (to kill all the bacteria) and 0.5 μg/ml of anti-CD95 to the culture, cultivate for additional 2 h.
f. Harvest and count apoptotic cells (they should not appear blue after trypan blue stainingmore than 90% must be trypan blue negative-if they are, they cannot be used for the assay and the investigator should re-work the duration of the anti-CD95 treatment). 2. We observed down-regulation of the CD3 after antigen stimulation, thus an anti-CD3 staining is not necessary. For flow cytometry analysis, simply gate on live CD4 + T cells. This gating strategy is also enough to exclude BMDC. Alternatively, you can stain BMDC using anti-mouse CD11c and CD11b markers.
